In a first step, purified mRNA is used in a Superscript III reverse transcription. The Primer for the reverse transcription is specific for the murine IG C region and elongated by an MID for sample multiplexing as well as a UID consisting of 2x 8 random nucleotides (N8) separated by a 4-nucleotide spacer ('GATC'). The primer ends with the partial PGM sequencing adapter pA. B. In the second step, a mix of 26 IG VH region targeting primers (elongated by the partial PGM sequencing adapter pP1) is used in a single cycle PCR reaction to avoid amplification. The product of this reaction is purified twice with Agencourt ® AMPureXP beads to remove the VH primers from the reaction mixture. C. In the final step, the purified reaction mixture is amplified using the full-length P1 and A adapters as primers in a 20 cycle PCR reaction. The product is as well purified twice to obtain the ssUID-tagged sequencing library.
